For cDNA synthesis, 0.5 µg RNA was converted into cDNA using the Quantitect® 1 0 3
Reverse Transcription Kit (Cat. No. 205311, Qiagen, Limburg, Netherlands) . To 1 0 4 ensure the removal of genomic DNA, 'gDNA wipe-out buffer' was added to RNA 1 0 5 (included in the kit) prior to the RNA conversion step. qPCR amplification was 1 0 6 performed in 96-well plates and run on a LightCycler® 96 system (Roche, Germany). were used as reference genes. The amplification procedure entailed 45 cycles of 95 1 1 2 °C for 10 s followed by 60 °C for 10s and finally 72 °C for 10s. Gene expression fold- To evaluate whether silencing of OASL affected host cell viability after each infection 1 3 6 period, the 3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium bromide (MTT) assay MTT into blue formazan pigments and is therefore used to evaluate cytotoxicity [18] . After 24 and 96 h, 0.01 g/ml MTT was added to the cells and incubated for 2 h at 1 4 0 37˚C at 5% CO 2 . HCl-isopropanol-Triton solution (1% HCl in isopropanol, 0.1% 1 4 1 Triton X-100 in a 50:1 ratio) was then added to the cells in order to release any for data analysis (Bio-Rad). Supernatants were collected from three independent 1 5 2 experiments, each with 4 technical replicates which were run in duplicate. THP-1s were seeded on 14mm glass cover slips and infected with either 1 5 5
MTT cell viability assay
Mycobacterium bovis BCG or the hypo or hypervirulent M. tb strains, or remained 1 5 6 uninfected as described above. Twenty four hours post infection, the cells were heat-1 5 7 fixed at 95°C for 2 hours, followed by permeabilization with 0.2 % Triton X-100 in 1 5 8 PBS for 10 minutes. Cells were immunostained with an OASL (Santa Cruz sc- were washed in PBS and cover slips were mounted on microscope slides using 1 6 3 DAKO fluorescent mounting medium. Images were acquired on a LSM 780 Elyra S1 1 6 4
Confocal laser-scanning microscope, with a 63X, 1,4NA, oil-immersion objective at with a 360 DAPI Filter (Intensity 42%, Gain -500ms) and the Texas Red Marker with 1 6 7 a 572 Texas Red filter (Intensity 100%, Gain -1000ms). Statistical significance was performed with GraphPad Prism software. ANOVA was 1 7 7 used for comparisons involving 3 or more groups, with a Bonferroni post-hoc 1 7 8 correction applied. All values expressed as means ± SEM with a p < 0.05 considered 1 7 9 as significant. Since OASL has been extensively characterised as an anti-viral protein, we firstly 1 8 4
wanted to determine whether Mycobacterial infection induced its expression. infection with both hyper-and hypovirulent strains, we observed a significant 1 8 8 increase in OASL mRNA (Fig. 1A) . Relative protein levels of OASL were also 1 8 9 significantly increased and displayed the same trend (Fig. 1.B) , which was confirmed 1 9 0 using immunofluorescence ( Fig. 1.C) . Interestingly, infection with M. bovis BCG did 1 9 1 not elicit a transcriptional response in this gene, however a longer infection phase 1 9 2 may induce OASL expression. We therefore confirmed that pathogenic mycobacteria 1 9 3 induce OASL expression and that this expression is independent of virulence. In order to determine whether the presence of OASL affects the intracellular survival 1 9 7 and replication of mycobacteria, we silenced OASL using 2 siRNA complexes which 1 9 8 each have a different target sequence. Once knock-down was confirmed for both 1 9 9 siRNA complexes ( Fig. S1.B) , THP-1 cells were infected with the three strains and 2 0 0 allowed 96 h to establish infection (Figure 2 ). Host cell viability was also assessed 2 0 1 during this time (Fig. 2 A-C) . No significant differences in CFUs were observed 24 h 2 0 2 post-infection for any of the strains, however after 96 h, intracellular CFU counts 2 0 3 increased significantly. M. bovis BCG intracellular CFUs increased after OASL 2 0 4 knock-down with both siRNA target sequences and no significant differences in host-2 0 5 cell viability was observed ( Fig. 2A) . A similar trend was observed for both hypo-and (Negative control) and infection without a silencing complex ( Fig. 2B and C) . These interferon-induced gene, we sought to determine whether OASL silencing affected 2 1 6 cytokine/chemokine expression using Luminex® technology. Other cytokines were 2 1 7 analysed, however the concentrations after the infection period were too low for 2 1 8 detection, and therefore not included in the results (Figure 3 ). TNFα secretion appeared to be significantly affected by the silencing of OASL which 2 2 0 was independent of virulence and pathogenicity of the mycobacteria (Fig. 3A) . This OASL silencing in comparison to the unsilenced infected control and the infected 2 2 5 scrambled sequence control (Fig.3A) . This effect remained after 96 h p.i however 2 2 6 only in THP-1s infected with pathogenic mycobacteria. Next we assessed the effects 2 2 7 of OASL silencing on IL-1β secretion (Fig.3B) . Although infection alone induced 2 2 8 significant IL-1β secretion at 24 h, OASL silencing had no effect on this secretion. At 2 2 9 96 h however, IL-1β levels were significantly downregulated in THP-1s infected with 2 3 0 both pathogenic strains (Fig. 3C) . The analysis of the chemokine MCP-1 (CCL2) observed that IL-10 release was unaffected by the silencing of OASL (Fig. S1 C) . The effects of OASL silencing on cytokine and chemokine secretion in THP-1 2 3 7 macrophages can be summarised as follows: i) TNF-α and IL-1β secretion is 2 3 8 enhanced during mycobacterial infection in the presence of OASL, ii) OASL 2 3 9 enhances MCP-1 production in response to THP-1 infection by pathogenic 2 4 0 mycobacteria only, and iii) IL-10 production is unaffected by the presence/absence of has since been put forward that the anti-viral capability of OASL be harnessed with 2 4 8
